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The Hague, 19 January 2001 



BO 42134 PCT AT/aw 



Re: 



International Patent Application No. PCT/NL98/00722; 
Applicant: Stichting voor de Technische Wetenschappen et al. 



Dear Sir, 

Further to the Written Opinion issued in the above mentioned case please be advised we 
are grateful to note the Examiners acceptance of claims 2-23 as being patentable. 

The Examiner has raised some objections to the remaining claims and we shall provide 
our comments in the same order as the objections in the Written Opinion. 

Objection IIL1 

Claim 25* has been amended such that the meaning thereof is now clear. The term li- 
gand is no longer present. Claim 25 1 has been renumbered to claim 26. The words "with 
the proviso the ligand is" have been replaced by the words "as active compound with 
the proviso the active compound is" (A basis for this amendment is i.a. present in claims 
28 and 29 as filed). 

Claim 26 as filed has been renumbered to claim 27. 

Claim 27 has been amended and renumbered as claim 28. The claim has been split into 
two claims. The second claim being new claim 29. The basis for these amendments can 
be found on page 7 lines 25-27 of the description as filed and page 3 lines 15-21. The 
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amendment to Claim 27 as filed reads as new claim 28 and new claim 29: 

28. A method of purification of AP itself from tissue or bodily fluids or other 
biological system with a ligand which binds to the LPS binding site of AP. 

29. A method according to claim 28 wherein the ligand is LPS, lipid A or ligand 
described in the preceding claims. 

The amendment to claim 27 as filed also overcomes the objections to old claims 28 and 
29 as filed. Claims 28 and 29 as filed have been renumbered 30 and 3 1 respectively and 
are formulated as second medical use claims. 

Objection III.2 

The objection concerning method of treatment being excluded for Europe under EPC is 
noted for claim 25 ! as filed. As however USA PTO e.g. does allow such claims the 
claim is currently maintained. We also enclose second medical use claims covering the 
subject matter of claim 25' as filed in the form of new claims 30 and 3 1 . 

The objection to claims 26 and 27 as filed has also been noted and new claims 32-36 
have been added wherein the restriction to in vivo situations has been introduced as 
suggested by the Examiner. The basis for the various samples can be found on page 5, 
lines 25-26, page 6 lines 15-22 and page 7 lines 20-27. See also for new claim 32 the 
discussion concerning claim 26 as filed, in particular with regard to new claim 25 as this 
is a corresponding claim with in vitro restriction. 

The objection to claims 28 and 29 as filed has been overcome by reformulating them to 
second medical use claims. These claims have been renumbered as claims 30 and 31. 

Objection V.l.l 

Claim 24 as filed has been amended by removal of the optional character of the ele- 
ments. Claim 25 has been deleted and a new method claim inserted. We argue that the 
inclusion of the element "instructions" in a kit in combination with a compound is ad- 
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missible under EPO regulations. The presence of the element "instructions" in the claim 
is essential for the technical effect. The technical effect of the invention is achieved by 
the compound per se in it's specific application and interpretation for use in a method 
according to the other claims. The technical effect is a previously unrecognised effect of 
the known compound. The data carrier provides the elements required to use the known 
compound in the manner corresponding to the novel claimed methods. There clearly is a 
claim provided with an element providing a technical effect i.e. the data carrier. 

We also point to recent case law in the software field regarding patentability of data 
carriers and refer to cases T97/0935 and T97/1173 and suggest analogous reasoning 
could be applied here also. 

Furthermore we point out that such claims appear to be patentable e.g. in USA and thus 
for this reason also the claim is maintained. 

Objection V.1.2 

Claim 40 is silent with regard to any mechanism via which the compounds of the in- 
vention of Dl work to arrive at reduction of toxic effects of endotoxin. Claim 40 thus is 
silent on the process of LPS removal. Claim 26 as filed (now amended claim 27) is 
however specifically directed at the process of LPS removal. This element is explicitly 
described in the claim. Admittedly inadvertently it is the case that the compounds of D 1 
will bind to LPS in the process disclosed in Dl BUT Dl does not disclose the step of 
separating the substance with toxic activity and the compound with phosphatase activ- 
ity. Thus neither claim 40 nor Dl literally disclose the subject matter of claim 26 as 



At the worst claim 40 could be considered an inadvertent disclosure of a genus with a 
breadth of claim overlapping the process of claim 26. However the disclosure of a ge- 
nus is not novelty destroying for a purposive selection of a species or range of species 
falling within the genus. So the additional requirement of the separation step which is 



filed. 



N 




'e r 1 a n d s c h Octrooiburea 



4 



Our ref. BO 42134 PCT AT/aw 



19 January 2001 



purposive for removing LPS as defined in claim 26 as filed clearly provides novelty 
over claim 40. 

In addition to the above the disclaimer of claim 26 as filed also provides a further dis- 
tinction over the disclosure of DL Claim 40 of Dl covers a process wherein the com- 
pound that is applied has phosphatase activity. Phosphatase activity of Dl is synono- 
mous with dephosphorylating activity. Claim 26 as filed explicitly disclaims the use of 
compounds with dephosphorylating activity. Thus claim 26 describes a process using 
different compounds to those used in the process according to Dl. 

A further new claim 25 has been introduced which is identical to claim 26 as filed with 
the exception the disclaimer is absent. As stated above the novelty of such a process is 
present over Dl. The basis for such amendment can be found in the description page 3 
line 15-18, lines 22-33 and also page 7 lines 21-23 and page 8 lines 10-12. 

Objection Item VII 

We point to rule 34 (1) c as discussed in the Guidelines in Part C, chapter II page 4. 
This states since the reader is presumed to have the general background technical 
knowledge appropriate to the art, the examiner should not require the applicant to insert 
anything in the nature of a treatise or research report or explanatory matter which is 
obtainable from textbooks or is otherwise well known. Likewise the examiner should 
not require a detailed description of the content of cited prior art documents. The person 
skilled in the art has thousands of publications available describing how to determine 
alkaline phosphatase activity. The two prior art documents cited are merely provided as 
a courtesy to give two examples of potential sources of the required information. The 
reference that their contents are incorporated by reference in the context of page 5 line 
23 is perfectly sufficient for the skilled person to retrieve the required data. 



Furthermore Example III provides a further illustration of a suitable method. Thus the 
requirement of enablement is clearly fulfilled without the skilled person needing to 
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carry out undue search for a method to ascertain AP activity. The skilled person can 
readily get aquainted with this technique. 

Objection Item VIII. 1 

The claims have been renumbered taking this objection into account. 
Objection Item VIIL2 

Claim 1 has been amended as suggested for AP and LPS abbreviations. 
Objection Item VIII.3 

We point to page 6 of the description where an alternative to the method of claim 2 is 
presented. We also point to the fact that the method can also be used to follow the 
course of disease by taking a first sample, treating the patient with LPS binding com- 
pound and taking a second measurement and assessing whether the level has decreased. 
In this instance one need not compare the sample to that of a healthy individual one 
merely needs to assess decrease in value as being indicative of the disease being present 
and subsequently responding to the treatment. If the disease were absent when the first 
sample was taken then the second sample would show a same value after treatment with 
LPS in between the sample times. Thus it is submitted that restriction to claim 2 would 
deny a scope of protection to which patentee is entitled and thus claim 1 is maintained. 
We refer in this instance to the description on page 6 lines 23-30. 

Objection VIII.4 

Example III provides the required support as does Example IV. Dephosphorylated LPS 
binds to the active site of alkaline phosphatase because MPLA (monophosphoryl Lipid 
A) attenuates the enzyme activity. 
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Reconsideration of the objections raised in the Written Opinion is hereby requested in 
the light of the amended claims and elucidation provided herein. 

The representative, 




Anne J. Taylor 
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□ the language of publication of the international application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the 
international preliminary examination was carried out on the basis of the sequence listing: 

□ contained in the international application in written form. 

□ filed together with the international application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

□ furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been furnished. 

4. The amendments have resulted in the cancellation of: 

□ the description, pages: 

□ the claims, Nos.: 
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□ the drawings, sheets: 

5. □ This report has been established as if (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 

(Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 



6. Additional observations, if necessary: 



III. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

1 . The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non- 
obvious), or to be industrially applicable have not been examined in respect of: 

□ the entire international application. 

claims Nos. 25-27,30,31 ,33 with regard to novelty, inventive step and industrial applicability and 28,29,36 
with regard to industrial applicability. 

because: 

H the said international application, or the said claims Nos. 25-29,36 with regard to industrial applicability relate 
to the following subject matter which does not require an international preliminary examination (specify): 
see separate sheet 

the description, claims or drawings (indicate particular elements belov/) or said claims Nos. 30,31 are so 
unclear that no meaningful opinion could be formed (specify): 
see separate sheet 

El the claims, or said claims Nos. 26,27,33 are so inadequately supported by the description that no meaningful 
opinion could be formed. 

□ no international search report has been established for the said claims Nos. . 

2. A meaningful international preliminary examination cannot be carried out due to the failure of the nucleotide 
and/or amino acid sequence listing to comply with the standard provided for in Annex C of the Administrative 
Instructions: 

□ the written form has not been furnished or does not comply with the standard. 

□ the computer readable form has not been furnished or does not comply with the standard. 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

1. Statement 
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Novelty (N) 



Yes: 
No: 



Claims 
Claims 



1-23,28,29,32,34-36 
24 



Inventive step (IS) 



Yes: 
No: 



Claims 
Claims 



1-23,28,29,32,34-36 
24 



Industrial applicability (IA) 



Yes: 
No: 



Claims 
Claims 



1-24,32,34,35 



2. Citations and explanations 
see separate sheet 

VII. Certain defects in the international application 

The following defects in the form or contents of the international application have been noted: 
see separate sheet 

VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 
see separate sheet 
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Re Item III: 

1 Claims 26-29 and 36 relate to subject-matter considered by this Authority to be 
covered by the provisions of Rule 67.1(iv) PCT because they relate to methods 
which might be carried out in vivo. Consequently, no opinion will be formulated 
with respect to the industrial applicability of the subject-matter of these claims 
(Article 34(4)(a)(i) PCT). 

2 Claim 25 does not comply with Art 5 PCT, because there is no technical support 
for a compound having the LPS binding site of alkaline phosphatase excluding 
alkaline phosphatase (AP) or a derivative having dephosphorylating activity. 
Moreover, there is no guidance given in the application which would enable the 
skilled person to produce such a compound. Therefore no opinion is given as to 
novelty, inventive step and industrial applicability of claim 26. The same argument 
applies to claims 26, 27 and 33. 

3 Claims 30 and 31 are so unclear, that no meaningful opinion can be formed on 
novelty and inventive step (Art 34(4)(a)(ii) PCT; Guidelines VI-5.1 1). The claims 
are directed to the use of a compound that has the LPS binding site of alkaline 
phosphatase. Examples given are ligands of AP. However, the compound can 
either have the LPS binding site of AP or it can be a ligand of AP. In other words 
compounds with an LPS binding site of AP are the counterparts of LPS, lipid A 
and other AP ligands. Thus, claims 30 and 31 are contradictory in themselves 
and their subject-matter is not defined. 

Re Item V 

The following documents are referred to in this communication: 

D1 : WO 95 05456 A (cited in the application: p 2 I 24; p 3 I 3) 
1 Novelty (Art 33(2) PCT): 

1.1 Claim 24 is not novel for the following reasons: 

A kit alone is not considered to contain a technical feature. Alkaline phosphatase 
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ligands are known in the art, e.g. lipid A (see e.g. D1: p 1 I 25-27; p 1 1 I 26-33) . 
Instructions for carrying out an assay are not considered to be a technical feature. 
Moreover, the alkaline phosphatase ligand has to be in a buffer and a container. 
Taken together, all the technical features of claim 24 are anticipated by the 
disclosure of D1. 

1 .2 Claim 1 is novel, because none of the available documents discloses a method of 
diagnosis of sepsis or endotoxemia by monitoring the degree of occupancy of LPS 
binding sites on alkaline phosphatase in a sample. Accordingly, clanms 2-23 and 
36 are novel. 

1 .3 Claim 28 is novel, because the available prior art does not describe a method for 
purification of AP from tissue or fluid samples that uses a ligand which binds to the 
LPS binding site of AP. Claims 29, 34 and 35 are novel accordingly. 

1 .4 Claim 32 is novel, because the prior art does not describe a method for removing 
LPS from tissue or fluid samples that involves the separation of LPS bound to AP 
from the tissue or fluid sample. 

2 Inventive Step (Art 33(3) PCT): 

2.1 The subject-matter of claim 1 seems to satisfy Art 33(3) PCT: 

The present invention is based on the observation of product inhibition of alkaline 

phosphatase (p 10 experiment IV). The concept of the invention thus consists of 

determining the ratio of active alkaline phosphatase to non-active ligand bound AP 

(p 5 I 13-22) in order to diagnose gram negative bacterial infection. 

D1 , which is considered to represent the closest prior art, describes the correlation 

between alkaline phosphatase activity and gram negative bacterial infection 

namely the increase in AP activity due to gram negative bacterial infection. (D1 : 

Fig. 6 p 21 I 32- p 22 I 7). AP activity is measured with standard methods. 

The problem to be solved by the method of claim 1 can thus be regarded as the 

provision of an alternative method for the diagnosis of endotoxemia or sepsis due 

to gram negative bacterial infection. 

Since the product inhibition of AP was not known at the priority date, the claimed 
method is not rendered obvious by any piece of prior art. 
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Accordingly, claims 2-23 seem to be inventive, too. 

2.2 Claims 28 and 29 appear to be inventive (Art 33(3) PCT) because there is no 
indication found in the available state of the art that would render the purification 
of AP from tissue or body fluids with a ligand that binds to the LPS binding site of 
AP obvious. The same argument applies to claims 34-36. 

2.3 Claim 32 seems to meet the requirements of Art 33(3) PCT for the following 
reasons: 

D1 (claim 40), which is considered to represent the closest prior art, is 
distinguished from the subject-matter of claim 32 in that the method disclosed in 
claim 40 of D1 does not include a separation step which removes the endotoxin 
bound to AP from the tissue or fluid sample. 

The problem to be solved in claim 32 can thus be regarded as the provision of an 
alternative method for removing LPS from a tissue or fluid sample. 
There is no indication found in the prior art, which would render a method that 
encompasses the separation of LPS bound AP from the sample obvious. 

3 Industrial applicability (Art 33(4) PCT): 

For the assessment of the present claims 25-311 and 36 on the question whether they 
are industrially applicable, no unified criteria exist in the PCT Contracting States. The 
patentability can also be dependent upon the formulation of the claims. The EPO, for 
example, does not recognize as industrially applicable the subject-matter of claims to 
the use of a compound in medical treatment, but may allow, however, claims to a 
known compound for first use in medical treatment and the use of such a compound for 
the manufacture of a medicament for a new medical treatment. 

Re litem VIII 

The expression "incorporated herein by reference" in respect of prior art documents 
(e.g. page 5 I 23, page 6 112) leads to a doubt as to whether the requirement of the 
description being self-contained is satisfied (Guidelines II, 4.17). 

Re Item VIII 
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1 The additional technical feature contained in claim 2 consists of the assessment 
of the result obtained by determining the degree of AP occupancy of LPS binding 
sites on alkaline phosphatase (claim 1) and thus appears to be an essential 
feature of the diagnostic method of claim 1 (Guidelines III-4.4). 

2 Claim 24 does not satisfy Art 6 PCT because the scope of the claim is not clear 
due to the vague expression "...and any additional component required for such 
assay...". 
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1. A method of diagnosis of onset of endotoxemia or sepsis due to Gram 
negative bacterial ^infection said method comprising monitoring of the degree of AP 
occupancy of LP^V&nding sites on alkaline phosphatase in a sample of tissue or fluid 
derived from a patient, wherein the degree of AP^ccupancy is associated with presence 
or absence of Gram negative bacterial infection. 

2. A method according to claim 1, wherein the degree of AP occupancy of 
LPS binding sites on alkaline phosphatase in the sample is lower than that of an 
equivalent sample type of an individual free of Gram negative infection. 

3. A method according to claim 1 or 2, wherein the degree of AP occupancy 
of LPS binding sites on alkaline phosphatase in a sample or tissue or fluid derived from 
a patient, is monitored over a period of time, wherein a decline of the degree of AP 
occupancy indicates Gram negative bacterial infection. 

4. A method according to any of the preceding claims, wherein the degree of 
AP occupancy of LPS binding sites on alkaline phosphatase in the sample is determined 
and wherein onset of decline in the degree of AP occupancy indicates onset of Gram 
negative bacterial infection. 

5. A method according to any of the preceding claims wherein the degree of 
AP occupancy of LPS binding sites on alkaline phosphatase may also indicate a mixed 
or single infection of Gram negative and Gram positive bacteria. 

6. A method according to any of the preceding claims wherein the sample is 
subjected to binding with a ligand for the LPS binding site on alkaline phosphatase 
followed by determination of the degree of binding of the ligand. 

7. A method according to any of the preceding claims wherein the ligand for 
the LPS binding site on alkaline phosphatase is selected from the group consisting of 
naturally occurring ligands, chemically modified or genetically modified derivatives of 
natural LPS binding site binding substances, chemically produced ligands. 

8. A method according to any of the preceding claims, wherein the sample is 
subjected to binding with a ligand for the LPS binding site on alkaline phosphatase 
selected from LPS, Lipid A, an LPS binding site antibody against alkaline phosphatase, 
a Fab fragment with LPS binding site binding ability on alkaline phosphatase, a single 
chain fragment of an immunoglobulin having LPS binding site binding activity on 
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alkaline phosphatase. 

9. A method according to any of the preceding claims, wherein the LPS 
binding site binding ligand has at least the affinity for the LPS binding site of alkaline 
phosphatase of LPS. 

5 10. A method according to any of the preceding claims wherein the LPS 

binding site binding ligand has at least the affinity for the LPS binding site of alkaline 
phosphatase of lipid A. 

11. A method according to any of claims 1-5 wherein the degree of AP 
occupancy of LPS binding sites on alkaline phosphatase is determined by assessment of 

1 0 the dephosphorylating capacity of alkaline phosphatase in the sample. 

12. A method according to claim 11, wherein the ratio of dephosphorylating 
alkaline phosphatase to non dephosphorylating alkaline phosphatase is determined. 

13. A method according to claim 12, wherein the ratio is determined using 
the values obtained by assessment of total alkaline phosphatase activity using 

15 biochemical methods to determine dephosphorylating activity and by assessment of total 
amounts of alkaline phosphatase using e.g. antibodies or otherwise discriminating entities 
and calculating the ratio of these values. 

14. A method according to any of the preceding claims wherein the sample 
is from a cholestasis free patient. 

20 15. A method according to any of claims 1-13 wherein the method also 

comprises a further assay of a sample from the patient for another disease related to 
increase of alkaline phophatase activity, said further assay employing a method avoiding 
determination of alkaline phosphatase level. 

16. A method according to claim 15 wherein the further assay is carried out 
25 when no decline in AP occupancy of LPS binding sites of alkaline phosphatase 

according to the method of any of claims 1-14 is detected. 

17. A method according to any of the preceding claims, wherein the 
sample is taken from an individual at risk of Gram negative bacterial infection. 

18. A method according to claim 17 wherein the sample is taken from an 
30 individual either both prior to and following trauma or shortly after having undergone 

trauma, wherein the trauma in particular concerns surgery, burns or ischemic traumas. 

19. A method according to any of the preceding claims wherein the sample 
is taken from an individual during hospitalisation. 
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20. A method according to any of the preceding claims wherein the sample 
is taken a number of times over a period of time and the data are compared thus 
revealing the level of AP occupancy over time. 

21. A method according to any of the preceding claims wherein the period 
of time is as long as the individual is at risk of infection i.e. during hospitalisation or 
post trauma recovery. 

22. A method according to any of the preceding claims wherein the result 
of the assay is compared to a standard value thus revealing whether the degree of AP 
occupancy is indicative of endotoxemia or sepsis or the risk thereof. 

23. A method according to any of the preceding claims wherein the sample 
is a sample selected from the group consisting of blood and tissue, said blood sample for 
example being serum, said tissue being other than bone and said tissue for example 
being selected from liver and intestine. 

2 4 . A kit ccimpri3iii& alkaline phojphatQOo LPS binding oito binding ligand 
and ^instructions for carrying out an assay according to any of the preceding claims a<W 
optionaliy\any additional components required for such assay e.g. detectable yjrfiarker, 
buffer, containers and comparative samples or data charts e.g. standard cpfves or data 
concerning relevaht^data of alkaline phosphatase values. 

25. A kit\mnprising alkaline phosphatase LPS bindijp^ site binding ligand 
for carrying out an assayS^cording to any of the cIaim^f-23 and any additional 
component required for such as&^y being selected from th^lbllowing group consisting of 
detectable marker, buffer, contain^- comparative^^&mples, data charts e.g. standard 
curves or data concerning relevant data o^ilkali^phosphatase values. 

25. A method for therapy of epd^toxemia or sepsis said method comprising 
administration of a pharmaceutical^ effective amWit of the LPS binding site of alkaline 
phosphatase in a systemically a^ptable form withShe proviso the ligand is neither 
alkaline phosphatase nor a dgfwative of alkaline phosphate having dephosphorylating 
activity. 

26. A rorfhod for removing LPS from tissue or fluid saMjnethod comprising 
contacting the^PS binding site of alkaline phosphatase with the tissi^pr fluid to be 
treated fojMwed by separation of the LPS binding site and the tissue or flbid after the 
the LPS binding site has bound the LPS present in the fluid or tissue, with theWpviso 

ligand is neither alkaline phosphatase nor a derivative of alkaline phosphatase hav* 
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cfephosphorylatmg activity. 




^ s ^^7. A method of purification of AP itself from tissue or body flui$j#*tfF other 
biological producttoj^systems with a compound with an LPS bincUaag^site of alkaline 
phosphatase such as LPS, liJ>kL^Aor other ligand as describ^^finTthe preceding claims. 

28. Use of a compoun^T^wJth an LP^bmding site of alkaline phosphatase 
such as LPS, lipid A or other ligand^^s^^t^ntied in the preceding claims as active 
compound in a medicament foj>th6?apy or diagnosis. ^ s ** s ^^ 

29. Usejrf^Scompound with an LPS binding siteoP^kaline phosphatase 
such as Lg5<^ipid A or other ligand as described in the preceding cl^ItM^as active 
cop»f^und in therapy or diagnosis. ^ s " s,< ^^ 



fg^^^S AMENDED SHEET § 



1 

BO 42134 AT/aw; 19 Jan, 2001 
CLAIMS TO REPLACE 24-29 AS FILED 

5 24. A kit comprising alkaline phosphatase LPS binding site binding ligand and 

instructions for carrying out an assay according to any of the preceding claims and any 
additional component required for such assay being selected from the following group 
said group consisting of detectable marker, buffer, containers, comparative samples, 
data charts e.g. standard curves and data concerning relevant data of alkaline 
1 0 phosphatase values. 

25. A method for removing LPS from tissue or fluid said method comprising 
contacting a compound having a specific binding domain for LPS of alkaline 
phosphatase with the tissue or fluid to be treated followed by separation of the 

15 compound and the tissue or fluid after the compound has bound the LPS present in the 
fluid or tissue, with the proviso the compound is neither alkaline phosphatase nor a 
derivative of alkaline phosphatase having dephosphorylating activity. 

26. A method for therapy of endotoxemia or sepsis said method comprising 

20 administration of a pharmaceutically effective amount of the LPS binding site of 

alkaline phosphatase in a systemically acceptable form as active compound with the 
proviso the active compound is neither alkaline phosphatase nor a derivative of alkaline 
phosphatase having dephosphorylating activity. 

25 27. A method for removing LPS from tissue or fluid said method comprising contacting 
a compound having a specific binding domain for LPS of alkaline phosphatase with the 
tissue or fluid to be treated followed by separation of the compound and the tissue or 
fluid after the compound has bound the LPS present in the fluid or tissue, with the 
proviso the compound is neither alkaline phosphatase nor a derivative of alkaline 

30 phosphatase having dephosphorylating activity. 

28. A method of purification of AP from tissue or bodily fluids or other biological 
system with a ligand which binds to the LPS binding site of AP. 
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29.A method according to claim 28 wherein the ligand is LPS, lipid A or a ligand 
which binds to the LPS binding site of AP as described in any of the preceding claims. 

5 30. Use of a compound with an LPS binding site of alkaline phosphatase such as LPS, 
lipid A or a ligand which binds to the LPS binding site of AP as described in any of the 
preceding claims as active compound in a method of preparation for a medicament for 
therapy or diagnosis. 

10 31. Use of a compound with an LPS binding site of alkaline phosphatase such as LPS, 
lipid A or a ligand which binds to the LPS binding site of AP as described in any of the 
preceding claims as active compound in a method of preparation for a medicament for 
therapy or diagnosis of endotoxemia or sepsis. 

15 32. A method for removing LPS from tissue samples or fluid samples said method 
comprising contacting a compound having a specific binding domain for LPS of 
alkaline phosphatase with the tissue sample or fluid sample to be treated followed by 
separation of the compound and the tissue sample or fluid sample after the compound 
has bound the LPS present in the fluid sample or tissue sample. 

20 

33. A method for removing LPS from tissue samples or fluid samples said method 
comprising contacting a compound having a specific binding domain for LPS of 
alkaline phosphatase with the tissue sample or fluid sample to be treated followed by 
separation of the compound and the tissue sample or fluid sample after the compound 

25 has bound the LPS present in the fluid sample or tissue sample, with the proviso the 
compound is neither alkaline phosphatase nor a derivative of alkaline phosphatase 
having dephosphorylating activity. 

34. A method of purification of AP from a tissue sample or a bodily fluid sample or 
30 other biological system sample with a ligand which binds to the LPS binding site of 

AP. 







3 

35. A method according to claim 34 wherein the ligand is LPS, lipid A or a ligand 
which binds to the LPS binding site of AP as described in any of the preceding claims. 

36. A method or use according to any of the preceding claims wherein the method is 
5 carried out on a sample derived from the group of individuals consisting of a patient, 

an individual at risk of Gram negative bacterial infection, an individual prior to or after 
trauma, an individual during hospitalisation. 
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1 . This written opinion is the first drawn up by this International Preliminary Examining Authority. 

2. This opinion contains indications relating to the following items: 



I 




II 


□ 


III 




IV 


□ 


V 


IS 


VI 


□ 


VII 




VIII 





citations and explanations supporting such statement 
Certain document cited 

Certain defects in the international application 
Certain observations on the international application 

The applicant is hereby invited to reply to this opinion. 

When? See the time limit indicated above. The applicant may, before the expiration of that time limit, 
request this Authority to grant an extension, see Rule 66.2(d). 

How? By submitting a written reply, accompanied, where appropriate, by amendments, according to Rule 66.3. 

For the form and the language of the amendments, see Rules 66.8 and 66.9. 

Also: For an additional opportunity to submit amendments, see Rule 66.4. 

For the examiner's obligation to consider amendments and/or arguments, see Rule 66.4 bis. 
For an informal communication with the examiner, see Rule 66.6. 

If no reply is filed, the international preliminary examination report will be established on the basis of this opinion. 

The final date by which the international preliminary 

examination report must be established according to Rule 69.2 is: 21/04/2001 . 



Name and mailing address of the international 
preliminary examining authority: 
European Patent Office 

D-80298 Munich 
Tel. +49 89 2399 - 0 Tx: 523656 epmu d 

Fax: +49 89 2399 - 4465 



Authorized officer / Examiner 

Tilkorn, A-C 



Formalities officer (incl. extension of time limits) 
Danti, B 

Telephone No. +49 89 2399 8161 



\4 



Form PCT/IPEA/408 (cover sheet) (January 1994) 



WRITTEN OPINION 



International application No. PCT/NL98/00722 



I. Basis of the opinion 

1 . This opinion has been drawn on the basis of (substitute sheets which have been furnished to the receiving Office 
in response to an invitation under Article 14 are referred to in this opinion as "originally filed".): 

Description, pages: 

1-12 as originally filed 

Claims, No.: 

1 -29 as originally filed 

Drawings, sheets: 

1/1 as originally filed 

2. The amendments have resulted in the cancellation of: 

□ the description, pages: 

□ the claims, Nos.: 

□ the drawings, sheets: 

3. This opinion has been established as if (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 

4. Additional observations, if necessary: 

111. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non-obvious), 
or to be industrially applicable have not been and will not be examined in respect of: 

□ the entire international application, 

El claims Nos. 25', 27-29 with respect to N, IS and claim 25', 26-29 with respect to IA, 
because: 

H the said international application, or the said claims Nos. 25',26-29 relate to the following subject matter 
which does not require an international preliminary examination {specify): 
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see separate sheet 

H the description, claims or drawings (indicate particular elements below) or said claims Nos. 25', 27-29 are so 
unclear that no meaningful opinion could be formed (specif)/): 

see separate sheet 

□ the claims, or said claims Nos. are so inadequately supported by the description that no meaningful opinion 
could be formed. 

□ no international search report has been established for the said claims Nos. . 

V. Reasoned statement under Rule 66.2(a)(ii) with regard to novelty, inventive step or industrial 
applicability; citations and explanations supporting such statement 

1. Statement 

Novelty (N) Claims 24,25,26 

Inventive step (IS) Claims 
Industrial applicability (IA) Claims 

2. Citations and explanations 
see separate sheet 

VII. Certain defects in the international application 

The following defects in the form or contents of the international application have been noted: 
see separate sheet 

VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 

see separate sheet 
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Re Item III 

1 Claims 25' and 27 are so unclear that no meaningful opinion can be formed on 
novelty and inventive step (Art 34 (4)(a)(ii) PCT; Guidelines VI-5.11) 

Claim 25' is directed to a method that involves the administration of an LPS 
binding site. It is unclear, as to what the disclaimer refers, since no mention is 
made to a ligand in the first part of the claim. 

Claim 27 relates to the purification of AP wherein a compound is used that has 
the LPS binding site of alkaline phosphatase. Examples given are ligands of AP. 
The compound can either have an LPS binding site of AP or be a ligand of AP. In 
other words compounds with an LPS binding site of AP are the counterparts of 
LPS, lipid A and other AP ligands. Thus, claim 27 is contradictory in itself and its 
subject-matter is thus not defined. The same argument applies to claims 28 and 
29. 

2 The subject-matter of claim 25 1 is considered by this Authority to be covered by 
the provisions of Rule 67.1(iv) PCT (Guidelines IV-2.4(d)). 

For the assessment of said claim on the question whether it is industrially 
applicable, no unified criteria exist in the PCT. The patentability can also be 
dependent upon the formulation of the claim. The EPO, for example, does not 
recognize as industrially applicable the subject-matter of claims to the use of a 
compound in medical treatment, but may allow, however, claims to a known com- 
pound for first use in medical treatment and the use of such a compound for the 
manufacture of a medicament for a new medical treatment. 
The same argument applies to claims 26 and 27 which relate to methods which 
might be carried out in vivo. In order to exclude in vivo methods the claims could 
be reformulated such that they relate to methods involving tissue samples or fluid 
samples . 

Claims 28 and 29 are also directed to therapeutic methods and thus fall under the 
provisions of Rule 67.1(iv) PCT). 

Re Item V 

The following documents are referred to in this communication: 
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D1: WO 95 05456 A (cited in the application: p 2 i 24; p 3 I 3) 
A copy of D1 is appended to this communication. 

1 Novelty (Art 33(2) PCT): 

1 . 1 Claim 24 is not novel for the following reasons: 

A kit alone is not considered to contain a technical feature. Alkaline phosphatase 
ligands are known in the art, e.g. lipid A (see e.g. D1: p 1 I 25-27; p 11 I 26-33) . 
Instructions for carrying out an assay are not considered to be a technical feature. 
Optional features do not restrict the scope of the claim. Thus, the only technical 
feature is an alkaline phosphatase ligand, which is not new. 
The same arguments apply to claim 25, which is not considered novel, either. 

1 .2 Claim 26 is not novel in view of D1 , in which a method comprising the same 
essential features is claimed (D1: claim 40). A substance as referred to in D1 can 
be a tissue or fluid sample. 

1 .3 Claim 1 is novel, because none of the available documents discloses a method of 
diagnosis of sepsis or endotoxemia by monitoring the degree of occupancy of LPS 
binding sites on alkaline phosphatase in a sample. Accordingly, cJaims 2-23 are 
novel. 

2 Inventive Step (Art 33(3) PCT): 

2.1 The subject-matter of cSaim 11 seems to satisfy Art 33(3) PCT: 

The present invention is based on the observation of product inhibition of alkaline 

phosphatase (p 10 experiment IV). The concept of the invention thus consists of 

determining the ratio of active alkaline phosphatase to non-active ligand bound AP 

(p 5 I 13-22) in order to diagnose gram negative bacterial infection. 

D1 , which is considered to represent the closest prior art, describes the correlation 

between alkaline phosphatase activity and gram negative bacterial infection 

namely the increase in AP activity due to gram negative bacterial infection.(D1: 

Fig. 6 p 21 I 32- p 22 I 7). AP activity is measured with standard methods. 

The problem to be solved by the method of claim 1 can thus be regarded as the 
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provision of an alternative method for the diagnosis of endotoxemia or sepsis due 
to gram negative bacterial infection. 

Since the product inhibition of AP has not been known at the priority date, the 
claimed method is not rendered obvious by any piece of prior art. 
Accordingly, claims 2-23 seem to be inventive, too. 

Re Item VII 

The expression "incorporated herein by reference" in respect of prior art documents 
(e.g. page 5 I 23, page 6 112) leads to a doubt as to whether the requirement of the 
description being self-contained is satisfied (Guidelines II, 4.17). 

Re Item VIII 

1 The numbering of the claims is not correct since there are two claims 25. In this 
communication, the claim which relates to a method for therapy is referred to as 
claim 25'. 

2 Claim 1 does not satisfy Art 6 PCT because the abbreviation "AP" is not clear. To 
overcome this objection, in the first instance of its use, the abbreviation should 
follow in brackets after the complete expression "alkaline phosphatase". 
Similarly, at least one independent claim should contain the expression 
"lipopolysaccharide (LPS)". 

3 The additional technical feature contained in claim 2 consists of the assessment 
of the result obtained by determining the degree of AP occupancy of LPS binding 
sites on alkaline phosphatase (claim 1) and thus appears to be an essential 
feature of the diagnostic method of claim 1 . Therefore, the subject-matter of claim 
2 should be introduced into claim 1 (Guidelines III-4.4). 

4 Claim 26 is not supported by the description (Art 6 PCT), since the application 
does not contain any data which would demonstrate that AP can bind to the LPS 
binding site on AP. 
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